(i2)«»1ft*ft«ilca-J^r»H**LfcH*UB 




2005 ^2^ 3 0 (03.02.2005) PCT WO 2005/010185 Al 



(51) m&¥fWt#m 7 i C12N 15/09, C12Q 

1/02, A61K 48/00, A61P 9/10, 35/00 



(21) URSHJEIS^: 

(22) HfgfctiSIB: 

(25) mmmm<DWt%: 

(26) mm^momm: 



PCT/JP2004/011223 
2004 *F7 ft 29 B (29.07.2004) 
0*S§ 
B*1S 



(30) 

$$J5l2003-202863 2003 ^7 ^29 H (29.07.2003) JP 
*$M2004-0751 15 2004 ^-3 ft 16 B (16.03.2004) JP 

(7i) mmxwmz&<±T<Dfi&miz'D^x)ifaitumB 

X^ttS^tt (KYOWA HAKKO KOGYO CO., LTD.) 
[JP/JP]; t 1008185 KSHT ftHE^Bl— Tl 6f 

1 Tokyo (JP). 

(71) ttimxte&xf 

(72) §£!£#: 6E (NAGAI, Ryozo). iSfl3 — fi& (MAN- 
ABE, Ichiro). 

(72) 

(75) fe^/aiSiA^SlCO^TCB^: ^JlJSaSHI- 
HARA, Atsushi). J^SS tit* (TOTTORI, Tsuneaki). 



(74) VtmXz S*§IO^(IWAHASHI,Kazuyuki); T 1008185 

mm®* ttm&ttm-TE etif afflux 

3M**C#tt *flM&t*£P Tokyo (JP). 

(si) itjtBfSjFO&i^iBij* ±xG>mm<Dmto&m& 

pTS6;: AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, 
BW, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, DM, 
DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, HU, 
ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NA, 
NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, 
SG, SK, SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, 
UZ, VC, VN, YU, ZA, ZM, ZW. 

(84) ^mm^otjn^^. ±xo>mm<D&®&mtf-zi 

ARIPO (BW, GH, GM, KE, LS, MW, MZ, NA, SD, 
SL, SZ, TZ, UG, ZM, ZW), a~7V7 (AM, AZ, BY, 
KG, KZ, MD, RU, TJ, TM), 3 — n v t\ (AT, BE, BG, 
CH, CY, CZ, DE, DK, EE, ES, FI, FR, GB, GR, HU, IE, 
IT, LU, MC, NL, PL, PT, RO, SE, SI, SK, TR), OAPI (BF, 
B J, CF, CG, CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, 
TD, TG). 



(54) Title: RNA CAPABLE OF INHIBITING EXPRESSION OF KLF5 GENE 
(54) 5SIBa>*ffr: KLF5itte^<&S&g|£fflSHjr£RNA 



(57) Abstract: A sequence of consecutive 15 to 30 bases of, designed from the base sequence of Kruppel-like factor 5 (KLF5) 
1^ cDNA, KLF5 mRNA; and an RNA capable of inhibiting the expression of KLF5 gene, comprising the sequence. In particular, a 
Q© double stranded RNA comprising a double stranded RNA composed of a strand of a sequence of any one of SEQ ID NOS. 2 to 16 

and a strand of a sequence complementary for the above sequence, which double stranded RNA has two uridylic acids added to the 
w J 3' end of each of the strands. Infusion of the RNA or a vector capable of expressing the RNA in cells enables inhibition of the 

expression of KLF5 gene in the cells. The RNA or vector capable of expressing the RNA can be used as a curative medicine for 

cardiovascular disease or cancer. 

m 

O (57) 9M&: 5 frVOlsfiiB+S (KLF5) cDNAQjfiSiB^ bsSft Lfc, KLF5mRNAG)Sfifre"3"<5 l5~30i8SG>IB5y 
fc<fc«^lB^J^^KLF5it^a)»3K^ffil^J-r^RNA 0 t#fC % m&l 2 ~l60>l*r4l* 1 IB 5« flMBft * K 

OS*i)<t«MttfcE^J(&m*^fc£=*^^ v;uK£ttira Lfc ~ *SBrna 0 §S 

k. RNA^fcf*^RNA^*a-r*-<^^-^^8aic^A-r^c tic<ty. sasa*a)KLF5ite^a)*s^}w©j'rsc 

^ £*<T*£So SRNASfcliiSRNAS^-rS^^^-li. fl>jfilW^«SSfcliS(7)^m«ICffl^*Ci!:^-e^So 
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m m m 

5 . 2MgHJ3&s KLF5Mte : ?(Dmm*WfflT2>WhlzmT2>o 



^I/Wl/fifcH^ (Kruppel-like factor, UTKlFtmt) 
ig(D^>^ • :7^>#— (zinc finger) tt—7%1&M£T&s J^EH^© 7 t 5. 
10 U— "C&tK KLF1 S KLF2 S KLF3, KLF4, KLF5. KLF6 S KLF7s KLF8, KLF9. KLF10 N 
KLF1K KLF12, KLF13, KLF14. KLF15, KLF16^#fcj£>*iTMSo ngBJKfci^Ts 

^Jil^©#®^0©^^tSS^SifO*mfcbTl^SClfc^ffiS$tt•rC^S (J. 
15 Biol. Chem., 276, 34355-34358, 2001; Genome Biol., 4, 206, 2003) 0 

KLF7 t 5. U— (Do "fe©KLF5{is BTEB2 (basic transcriptional element binding 
protein 2) fe£V>&IKLF (intestinal-enriched Kruppel-like factor) ii&J;^ 
*l*o Jfll^¥^i5fc:^(tSKLF5CD^?itts !8^g!»T?fW»*gH-T^3»)N J5SJm©I&L 

T*{is KLF5cD^V^^^e>tt, i&M^b^S^©#l^©¥?tS5"e*)KLF5cD^ 
M&frbtiZ (Circulation, 102, 2528-2534, 2000) 0 

©7fc»lEilfc#l\ SM2#$g2cU SMembCD^M^#IS#>£>*l3o KLF5fcfc s SMemb» 

£ s M'bfcm&Wtm^Am ( j^tpdgf-a £:£.&) s h7>X7t-^>^iH 

30 ^ (tgf) -/? s Mmpu&mmm^ (vegf) u-fer*-, g§#§*— MaMs-^Bt^ 

(iNOS) s r^^^y— ffl/Yp?-'*.— # — >f >t bT^ — (PAI) -l^ilflfe^H^ 
Egr (early growth response) -l&h\ Jfll^©^!St^>Jfil@^f^t:||#-rSJt'fe : ?© 
m.W%ffi&<h-r%Z.hifimi&£tlT^% (Nat. Med., 8, 856-863, 2002; Ann. N. 
Y. Acad. Sci . , 947, 56-66, 2001) 0 

Z.£&m%£tlT^Z> (Nat. Med., 8, 856-863, 2002) 0 

1 



WO 2005/010185 



PCT/JP2004/011223 



5 — ^ RNAT^ (RNA interf erence N £XT, RNAi^cfc^) ^.^^X^M&Ob 

m&^mmzmffl£fo2>mMblsXm&$fofz (Nature, 391, 806-811, 1998) 0 
RNAi (±s mXVtz-*Wmktih 21~23macDfi^CDZl7(s:|iRNA{C^^nfc^s 

m 6 wm.&ms £ om^ - #§irna ^ u m cibei & #-r & dirnasssi b-msf t 

£n ^^l^s : ?©BW»J^tl^Cli:.^KV^^b^ £fri£short interfering RNA 
(siRNA) b%t~3\ff£ (W0 01/75164) 0 siMk^WmbU^Min^bCD y^*sfc 

tfa&SWftV^ fctfj^tlfc (W0 02/44321) 0 

pi? mmmx »s m^^m^k^mx u fe^ s # >r ^ wmwmiz & d 

20 ©^^WJS-T^^^^^^^il^BV^^nfco &#>T*&21~25:&S©fc© 
;&5#§»P$!l$JlRi& s ^ (Nature, 411, 494-498, 2001; Nat. Rev. Genet., 3, 737- 
747, 2002; Mol. Cell, 10, 549-561, 2002; Nat. Biotechnol., 20, 497-500, 
2002) o 

RNAi-tr&s -^RNAii— >^-fe >*RNAfc]fc^ ««J*fe?fc*f-r 2>mM 

25 mm^mmmzm^bi^m.^nx^^> (Nature, 391, soe-sn, 1998; Moi. 

Cell, 10, 549-561, 2002) 0 -#tlRNAT*& < s ^WW/'J^Xia 

ntlv§ (Proc. Natl. Acad. Sci. USA, 99/ 6047-6052, 2002) 0 
RNAittin vitro©«*&£>t\ in vivoUWctejs^Xb^ <t$M£tiX3o ^ 50bpW 

30 T©siRNA^Ml>feJ^il©i&%T*©^I^ (WO 02/132788) s (D%J& (WO 

03/10180) &m&£tiX^&o siRNA^ x">XJ§&B{c:#MW^#bfem^-i-s 

WWU Jt)& Bs JffltKs Mc^WST-fiSaWffillS&S^iSB^nT^* (Nat. 
Genet. 32, 107-108, 2002) 0 £ fc\ BMBUSfc^T &siRNA£ifigN£#-r3 £ b 
XftmT%Z.b&m££tlX^Z> 0 (Nat. Biotechnol., 20, 1006-1010, 2002) 

35 LfrU CItl^-^©hi5KLF5fe^V^{A-ffe©KLF7T^ V— jt-fE^^^f-r^siRNA^ 

JB^fcRNAifcMLT&^W&^o 

^mmcDBm±i&?mfc^<Dmm%fflUT&RM%%mTztx&%o £©£•?& 

40 RNAfck KLF5»fs^FOfi5S**Pffil"raifcfcJ:t); KLF5©^S^h bT©$lfg£l£ 
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«^^s ^IPJ&'WT© (1) ~ (13) i;St§o 

KLP5Jt^©^*WJ-raRNAo 
( 2 ) KLF5 mRNA# t h £ fc & v ^ ^ ©KLF5 mRNA^ & & N ( 1 ) {3fB«©RNA 0 

(3) RNA# N KLF5 wMkOMmT ^15~30^©S2^tJOii*5ckT>^iB^J tmW&Jte 

10 Lfc-«iRNA-£;g>£s ( 1) (2) fcf3«BeDRNA 0 

(4) RNA*s s KLF5 mk(DMMT&15~30M&<DW>mfr^te%Mk&&V!mm&lhm 

MO)?? V^-^ HSft^nbfes ^Tf>^?t^^fife-r^RNA^fei,. (1) 
(2) ^IB«CDRNAo , 

15 (5) J^TcDCaKCcJA^^^P^^^im^KLFS^W^^^PM-r^RNAo 

(a) IB#J#-f 2 ~16©^-f tifr 1 -C3C7)iH^JtDgi*5 £1^13^1 IB^J© it 
^6fe^-*llRNA©^tl^nc7)f^©3'^^ 2-4®©^ U^^^fei*^^^^ 
^ ^;i/^*ftJn Ufe-^ilRNAo 

(b ) ffi#J*^ 2 ~16cWf 1 -ocDlB^Jfr^ & &RNA;£ <fc£>l£ia#J hfflM6tl&IB 
20 ^J*^^?>RNA^2f@©<>U^;i/^^5 , $^^-r^^^— it— RNAf-o&gx 3'4Sfcl 

2 — 4fl©^U^»Jfe#Jnb-fcs ^fc°>«sl^B^-r^RNAo 
( c ). 2 ~11 Wf:fxfr 1 o(DlH^©il*5 cfc^K^J^M^J^lH^©^ 

— *ilRNA©^^tl©^£D3'S^{- 2M<D^ U ^;i/K*ft*P bfe— *IIRNA 0 

(6) (i) ~ (5) (D\^tifrimtemffi<DZM%$m-r2>'<p&—o 

25 (7) (1) ~ (5) CDV>-rtl**15tfcB*©RNA*fctt (6) JdfSiK©^^ — £ 
(8) (1) ~ (5) (D^mfrimtemM<DMk$lfete (6) fcfS*s©^#— * 

30 ( 9 ) klf5 m^&m&KiZ th^^ifi^mm^mm^ AmMfctt fc 

(10) (1) ~ (5) ©l^ftfrl^fciB*B©RNA£;fct* (6) i3f3*£©^* — 

(11) (1) ~ (5) ©VNfftfr l©fcfB»©RNA£fc& (6) trf3«©^^ — 

(12) (i)~(5) ©v^ft*»iEfcia*©BNAt;fcia: (6) izmm®^??— 
zmtfomfrh b-r^-r^s ^jfim^iSfc u < ^©^^fc&^iio 

(13) ^jfii^^^«^b> SKJJK-f — i>i/3>tOS^tfeW 
JJB;fc7?ij&£ (12) fcfBttOi&ltefc^fctt^Be&o 
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*f§BJI©RNAfci:, KLF5 mRNA©Si^-r315~30j&*s «F * b < &17~25iM« s <fc D 
b < tel9~23iM*©IB?!l (mTIB^JXhr^) * ,fctfftIB*Jfcfc»«JfcEai (W 

io ltd (a) BB?ux©gi *«tVfflWlB«IX , <0« (^>^-fe>^il) ^ 

f,^§z:^RNA©^n^tt©tl©3'^^ 1-6®^ $f^b<f*2~4M©^^lx^j- 

F ^#iP bfc— *^RNA (JBTFs dCD«fc-5&^©RNA£siRNA£:cfc.JO tfe^t 
KLF5jt^?©ISK*ttift«J"r *RNA N ( b ) E5»JXA» £> & SRNA& £ltfB*t IW & 

15 ~4<@©;2£ l/tf^-K&ttiDb&x y\Ttf>«at^?f^1~^>RNA (JUTs £©<£?& 
RNA£shRNA££.£) T'&oTx KLF5^fe^©B3l£fflfMr3RNA#&if £>*l3o £ft 
e,ORNAfc43l^ftSP-r^^^l^^ F©lS»^7^>s T:r->x ->h^>>s 

i>5J/Wfil , C*<t<. *fcENA*C%DNA*C4)«t^i)S N ->U^Vt (U) * 
fcfct^a-^S/^S'/Ma (dT) ^U^o Sfe^-^-t'J^^l/^FIi 

20 6~12E2S©RNA##i;b<x ^©5'S$©IB^Ji± 2M©U£W£ bV^o X^— it— ^ 
U rf ^ ^ 1/ * 3- Y ©0!l £ b X x UUCAAGAGA© SB^U S> & & RNA £ & fcf S £ t &X % Z> o 
^ ij ^ ;* ^ ^ K J; o T ^ & ft s *l & 2 o ©RNA©M#fci: % *> #5 ' fid 

IB#JXte s KLF5 mRNA©^-r^l5~30m*©lB^Js b < »17~25iIS. «t D 
25 £Fi;b<m9~23m*©IBm?fc:fafc^ ^^©IB^fc £V^x WT© (1) 
fB«©#&^l£ifbfcl9ilS©IB#Jft s m&^ * bV^o W±©K53S**-rSR»A"C*^ 
Tx KLF53t^ : ?©^^ffiimi1-^ i fe©"efe^^ ^^©RNAfc^ftSo 

*3§BJ3 ©RNA{i N ±f B©a7t©RNA^KLF53t-fs : ?^^ bTl^ MM fc#X b T 
KLF5?ti£?©^^SiJ^ bx KLF55tt-&?©»a**Pffi|-r *ENA*3ffiR-r * 

30 ^-et5o 

( i ) mmvmm 

^fc^©^£OTMbfc^tbi3©KLF5 cDNA©^Sie?Ufr£>.s AATfc£bf;&21^ 

©sp^BB^j^^Dm-To mbmbfeiB^a©Gc^a^th»b. gc#m#2o~8o%s n 

£ b < fc£30%~70%, £ b < fc*40~60%©IB#l£1&aMH3gft'rSo 

35 @B#H±s *?£b<«x n-K^rt©SB^!l*Cs P>fr&75«2EW±Ti!E© ' 

UM^MiR-r^o KLF5 cDNA©^SBB^!i©^i*N GenBank^©^SlB^J^— 
Zfrt>n%Zhi$-(:%%o mz.lt, ^<>^KLF5 cDNA©IB5!ll±GenBankSE«#^ 
NMJ09769 (lB^J#-t49) x t hKLF5 cDNA©IB^J&GenBankS»#-§-AF287272 (SB^J 

40 ®iRbfclB^J©5'*$8©AA£|^ IB^J*©T^Ui3^^fel9^©IB^J§iB^JXil 
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( 2 ) ##PJ3©RNA©Ii§g 

(1) TMiRbfeK^JX^TcJ^s PAT (D& 5 IzVXMA&mmT 
HkTtCltitmTZ* V df* >7 Y t bT 2{@©Ug;fcy:dT©^£fBiBr£;&^ 

(a) siRNA©*!^ 

3'C£2^©UI;;fc&dT£tt#nbfcra £©2 

^©RNAtis 4h¥-&m& & v> > \z h u mmz & d mmx § £ Q ih^&m±s dna 

10 ^M£ffi^T?T5£b#^#&o SfeT>tT^-> (Ambion) *t s H*'U*¥— ' 
tf^^^s #7-!/ > (QIAGEN) tt^CD^ t>fb^^^^lM-r § C £ & T* 

§ 3 o b fes v^ fc: *BMift tmm^ts 2 #©rna& t--— u > ft & z. t 
«tt)s la^jx©^^;*!^^ 

2M0U^fe{±dT>£f«bfc-^RNA^iiM-r?>Cl^.* s T^^o >^fct N 
15 2#0RNA£jSiy&>'W 77- i^T90~95 o C^ 1 ~5#iP*ft&x 45—60^miP«tT^ 

^ >fc~ hng?C «fc5RNA©S!SH± N - J£*T©«fc"5 bT*f5 £ ki^7f*4o 
(i) T7 RNA^U^T— ^©rn^e— ^— ia^!J^-r§DNA(T7^>f (ii) 
fflHffiaiX , ©U£Tfc:gjU *©5'3flBfctt2ffl©A£tt;&nU 3'^t3^T7^-T x'— © 
20 3'^8J^Si:M^>fei2^J^#*nbfeia^J^^-r^DNAs (iii) IB#JX©U£Tt;:^x., 
^©5'S$ifc&2M©A£-f»U S'*fci±T7^>fT— ©3'^8m*t:ffiMe?J&iB^J 

T7r^^^r-h (ii) ©DNAh^T-— ^-g-fcgU DNA** U * BSJfefcJ: t) s 

u— y— sBrtj^snufeBB^j^-raRNA^^fife-rs^ £# s -e#3o m^tT7r^-r 

v-— h (iii) ©DNAi: [H^©SJfo£fT-5 £ <h Jc: J; D s fflffiS^JX'oa'iSfc: 

2'<H©u#ftj&a u 5 & u — mmitmn vtcwm^m-r sRNA^-a-j^-r 2. z 

Mfitl^lS^J^^tf 2^:©RNA^T^— ;V^-&^)o ^©^ r*^'J#7^1/7- 

m©5'fll© U— IB^J^^bT^-r^o #RNA&©3'*B© 2iOU&^jSSg 

35 fel±©MJJ&i±s 1M U>y— siRNAftM^v b (Silencer • siRNA Construction 
Kit, T>tt>#M) m<D*v h&fflivrfTSdfctf-C&So T77°v-f 

©* -^-fc^^^wr^ £ * T? & 3 o 

40 (b) shRNA©^ 
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5 shRNA^^^tb^o in ©shRNAJi N ijttft"£siRNA£^£*i3o 

. Ti»F^1^£^fe^r&. shRNACD#g|h (3) tlBffi b£»^©^A<Z)tll# 

Mo 

( 3 ) KLF5»fc^0#§W$!l 
10 KLF5?tfE^^^m-ra^^^ (2) ^iiMbfcsiRNAg;fc&shRNA£#AT3 0 

mmmz, ( 1 ) ©@3^ux©^tt© & t £ b &klf5 cdna^ isi jem . 

B££lfi*«IM*s ^J^{i^^^J^Jl»il^m*C3H/10Tl/2 (ATCC#-^ : CCL- 
226) . fc hM^lfoWft,&lBJ^£&ff %Zh&-£%2>o RM<DMX&, «J^«-n 

15 © h^>X7^^Sy3>ffiM^ h (Polyfect) h^>X^rc^ 

a >M,M (^T^^iSO s h ^ y-fe — (TransMessenger) 

X 7 3^ 3 >t£^s ;tU rf7 > (Oligofectamine) K>lfhn 

P^>%±W\ 'J*"7i^ (Lipofectamine) 2000 (-f > tT b n :n >*± 

M) ^^IffibTs dtie>cDISm^RNA§?g^rbTa^i^?F^$^feas Mm^m 

20 ^Dl-^ih^J: ti^T-5^i:^T-#^o 

#|§9Ji©RNA£;fc&2 . T*^-r^siRNA^^^^-^#Abfe«©KLF53lfE 
^©^fcfcs RT-PCR£ J; D MtfrT^ Z. Z> 0 RNA£ fc&siRNA^Jji^ ^— £ 

#x b J: tF^x b& ^ ^ fcsnjisa* b mm^mm u ~ ©rna*> e> cdna^ 

^ti 0 i^bfccDNA&ilM^bT^ KLF5a^^#^^^^7^^-§fflV^fePCR 
25 £fjlV KLF5 cDNA{3ffi^-r^>ti>l'§»©»^s ^:tfn — XfJVnm&Wjk: <fc otg 
it^Cilti^ KLF5^1{E-?©^S*^-ra^^* s "^§^o RNA^fe^siRNA 

mm^ mx b & # o ^ ibbs© klf5 ate^? ©is^im t b x . klfsshs^? 

(D%Mim. •ffWPlsfz- $HJ§& I- # A b RNA § N KLF5«fs^©^?i%ttJ^J-r?)RNAii bT 

30 d(DJ;ofcbT31iR^nfc, KLF5atiE^©^^»J-r £RNA£: bTfcfc, IB?U#-5f 
2 ~ 1 1 cd v ^ Tti 1 o cdIH^iJ J: -O^iH^J i: ft &IB#J ©il ft £ 
RNACD^tl-encD$I©3'^^ 21©^ U $>;i/&&ttiD bfe— fcf § d h # 
t|§ 0 MRNA&T 1 ^ cDNAcDiB^Jt^V^Tiath$nfe*)©T-^ Ds T<>;*KLF5 

35 ^X^fc h<D^n^tV©KLF5 raRNAT^a^^lH^jr-fe^CDTs 13^J#-^4 S 8*5ct 

CD^n^tLCD||CD3'«t 2m<Dt> V ^;«^#iabfe^*^RNAii, T^^KLF5®<e 

(1) ©ia^JX©SgtfCD^)hfcbfcfe^llt)@ACDKLF5 cDNA^s Mft^Hj^BCD 

40 klf5 cdm^m^commm^-^^xT^^ h-r^^tizx m^ukxmu 
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5 mXlt, v>>XKLF5 cDNAcDi3^J^^<iH^J#-^2.s 3 N 7-, 9 & XUIKD^T 

©§I©3 2M©^ U S>;^&ttSn bfc— ^RNAfcfcs ^ »>^KLF5^-?©^* 
WJ-T^©Ts t h KLF5 cDNA^^3V^TM/i5■^•r^iB^JT$>^i3^I##12'-16©V^•r 
frifr 1 ^©IB#J©«:feJ:trMBBI £*i*i!&&IB?!J©l»fr £ &3-;£§lRNA©^;*ve*L 
10 ©I®3'^t2i0'> y^;VK*ftJDbfc=:*«ENAI±s t hKLF5»^F©»31^WJ 

2. KLF5?tfE^©^il§WJ-r^RNA^^1-§^^^- 

(1) 7"^^^ F^^^ — 

I(LF53tf5 : ?©^^»J-r?)RNA^^1-?>^^^^ £n *&#8flfla£fc 

15 liM©ttt#At I. i h t J: D s jSffll&rt-C^iRNAijs^^tu iALfc« 

©KLF5^-?©^^WJf #3 o Se^^^— (±s myv^—t?— £S 

v>»hit°p ; e— ^rna^u eiii©:^^— ^tsWj^iM^my"^ ^ 

* Y^trjr— ^©siRNAIg^/B^^ — (Oyu^— ©T^fcls 1. "C^iR^ttfc 
ie?dX:i3<fct)^©1Mia?[jX' (^tL^etlU{±Tfc:^m-rS) £s 2iOT^5'«ttt 

20 9— IB^JT^^^ 3'i^fc:RNA^U^^— £111* — * — £&&4~6 

M©Tfr£&3IB?!J£^tfDNA (OT. KLF5 siRNAfflDNA £ £J£) $HXbt#Mt§ 
Ci:^tgl>o X^— 1t-gE^J^UT^s 2{S©T£5'*i^#ir£ 6~12^©IS?!J 
W £ b < . #J X fc£\ TTCAAGAGA£ feJ^^Jl^t^. IB^JX h mm ffi^JX' ©JUJ? 
fcts £*>£>#5 , {IJ-?:&cklV siRNA^SIffl^* — b\stl±, pSilencer 1.0-U6 (T 

25 >tf2|->*±^) s pSilencer 3.0 (^>tf^>^±S) s pSUPER 3 

(OligoEngine) *±SO , pSIREN-DNR CB D;nM ♦ *P>5ry^ (BD 

Biosciences Clontech) MO htf-Z%2> 0 

_hfB©KLF5 s iRNAfflDNA£ # A b T f£» b fcffi^^ ^ * ^ — § b fcfc. 
1167*0^— £>e>©RNA^U lfIIISji&{3j; 1. ( 1 ) fclBSs bfcshRNA 

30 #-£rf&£*U Cl©shRNA^«|^^-^Iiff^^(tTsiRNA{3^^tl^o il&ife*.^** 

— ©«-N©igx&. aim©®M^©^^^— ©^AhHiifcs u>m^;v-> 

(*ff ig¥2-227075) ^ U *':7 :r^> 3 >?£ (Proc. Natl. Acad. Sci. USA, 
84> 7413-7417, 1987) ^fc £ Dfr o £ £#-£#£o 

(2) e?>f;i/;*^** — 

35 siRNA^ggl^* — hbTs hD^^M^^^VVf ^^f^^^- 
TtV ^-f;i/;*^*— ^©^;K*^* — £*UfflbfcsiRNA3§S!ffl^* — 
t^CI^&T'^&o JIX^P?— ^fiJfflbfcsiRNA^ffl^^^ — £ 

bTs pSUPER. retro (:t U rfaz>^ >*±SD . pSIREN-RetroQ (BD;H^x> 
^>X-^n>^y^M) ^ ifciiK (Proc. Natl. Acad. Sci USA, 100, 1844-1848, 

40 2003; Nat. Genet., 33, 401-406, 2003) £ie*B©^# — &££&tf 3 £ 
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$4 * — *mm bfesiRNAfg^lffi^ * — £±!3£:l3Mi0KLF5 siRNAffi 

-^y^jBSfcHxrs^: tKicfcDs * — £^tr*&J&£ £^ 

$ti s 1. (1) £f3*&bfcshRNA#i^£;ft,, dcDshRNA^TOP«g^ilf^^^T 

io 3. Kmmfc : ?(D$£M*®imT%wk<Dmm ; m 

( 1 ) KLF 5 £ J; D fe¥^rStt-fb £ £ ^K^©BJj£©#P$J 

KLFSii^H^^UTs ^©^{^©^£^^-^3 0 KLF5«fc^©#g 
B^WJt-^RNA{3j;D^ KLFSjt-fE^O^JB/^WM^tlS^. KLF5 £ ^^tS 
mh^ti^Aitt(DmM&nMTZ> It^^o KLF5fc £ t> U^ftx&mh-isM 
15 Ife?iUTll SMemtk PDGF-A, TGF-/? S VEGF l> -fe s PAI-K Egr-l^©«fc 

( 2 ) KLF5©$it£©P*lT 

KLF53t-fK^©B^^w$ij-r^RNA^ m^^mm^m^^t, ^(Dmu^m^ 

20 KLF5©^£$M : /f1-&£^#-£#&o Sfcs i^RNA{is 

^^WISPfol&ti^KLFS^^cD^mMiJ^-r^iii^^^cD-es atd;^ 

25 iifcJ: Ds KLF5:fe«fctfx KLF5*MEJ¥&iSt£ffci-r ZMte^commtf 

^>^ 3 >f£©iii^^^e^ 

*^B^CDRNA^fe{i^RNA^^-r^^^^"{±s glSS^btf fflt^l^ # 
*^B^©RNA^fe{iMRNA^^I-ra^^ ^7-£ s ^^©BFJl-^BT & Mb 
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± h U »>A^0#IR£!k b U <>As ftl^ b U i>A4octtFU b y. 

^Amopmmm^^nmwMy b ^a s ^^ix>^^^ >ehh^s 

—A h. ttl^btffi^T & cfcV^o 

15 mmcomm^mm 

lOObpx-— N siRNA£#Ab&70>ofc;M&s SEAP-siRNAs siRNA No. 2 N siRNA No. 
3, siRNA No. 4 N siRNA No. 5s siRNA No. 6£^n^h,#Abfc«T©PCR£ <fc & 
«|J^. KLF5fcfcs KLF5 mRNAfi3fc©tiii6jg#Js 18S&s 18S rRNAE»©t§ip§j^J<E>{£ 
20 S^^^o 

KLFS^-fE^^^^siRNAiz^^KLFSjtfe^Ci^itpM^^-ro &^f>> 
lOObp^— s siRNA£^Ab&frofc,«s SEAP-siRNAs siRNA No. 7 S siRNA No. 
8 N siRNA No. 9. siRNA No. 10 s siRNA No. lis siRNA No. 4s siRNA No, l^^tt 
^nmXLfzMmX'CDVCRlzX&mfeT^ KLF5fc£s KLF5 mRNAi*©tilSii^Js 18Sfc£s 

25 i8s rmm^mmm^iiLm^-to 

i3i KLF5*tfc^if IIKj&siRNAfc: £ &PDGF-A^{S^©#OT^!l£^1-o 
lOObpT— s siRNA£#Ab&fr^;fcifafl£s SEAP-siRNAs siRNA No. 7s siRNA No. 
8s siRNA No. K siRNA No. 10 s siRNA No. IU siRNA No. 4 N siRNA No. l^r^ti 
^tl#AbfeifflJ3a-t*©PCR{3j;§S'J^s PDGF-AJis PDGF-A mRNAS5&©f§i|Bj^s 

30 18S(±s 18S rRNA^5fe©tiiiiI»CD^g^^'ro 

Sg4.m KLFS^E^^atf^siRNA^i^SMembjtfe^^^WM^^-ro &A^s 
lOObp-T— s siRNA£#Ab&frofc$BJ3£s SEAP-siRNA s siRNA No. 7 S siRNA No. 
8s siRNA No. 9s siRNA No. 10s siRNA No. lis siRNA No. 4 S siRNA No. l^^tt 
^-n#AbfcaJ3£^©PCRJ-<fc£$J^-es SMembiis SMerab mRNAS*(Diiiig^^Js 18S 

35 &s 18S rWm&CDMImM'yQCD&Wi&TF-ro 

msm KLF5«^#^^^siRNA{iSRF^ : ?cD^^±^^P$lJb^V^C^§^-ro & 
fr£>s siRNA£#Ab&frofcj|fflflSs SEAP-siRNAs si-RNA No. 1 N siRNA No. 4s 
siRNA No. 7s siRNA No. 9 N siRNA No. 10^^tt^tl#Abfe«^©PCRfcck^iiO 
tts SRFfis SRFmRNAfi*©±iiligm^)s 18Sfcfcs 18S rRNAEfi*©i§"]@j»©{iLS£^ 

40 To 
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i6i siRNA No. 4fcJ;&t hT&Ftt&^OftWWft&wTo lOObp^— 
N siRNA^#Xb^^ofc«s SEAP-siRNA, ^IKsiRNA No. l^tl^tim 
Abfe«-T*©PCR{3j:^Sii^T\ KLF& N KLF5 mRNAfi3fe©ii(ig$k 18Sii s 18S 

m.m±M7£l;feMmik-Z\ • fcfcsiRNANo. 4^iAlfeIR ■i±SEAP-siRNA£#A 

Sg8EI siRNA No. 4fcJ:Sln5lB*S&**^-ro 8t«lfcfcB#l!g (BIS) > Ml&JffiSffr 
% (mm 3 ) -e. •&KLF5 siRNA No. 4£iS# bfc^^^OMiS^s B&SEAP-siRNA 

15 HSfe0"Jl siRNA.fc.fc3KLF53tfe^©#B3&Wf&J 
( 1 ) siRNA©i!il 

KLF5$tfe^©85^£W0J^#3siRNAGDl3?!Ii: bT N v-r>^KLF5 cDNAcdIB^J 
(GenBankg^#-*f : NM_009769. IB#J#-#49) fr&s (a) AAT?fcfefci;S21:ffiS© 
IB£!k (b) GC^fi#2O~8O%©2-o0^#fci!iTfcJ:££s llM©^IB^J£?tiR 
20 bfcc fc£U i^F> (IJ^J#^49©167~169#B©IB?!I) £ D75M»JWJtT 
rn — pftftft (ffi^J#-§-167~1.507SB.©E^J) F*)<Z>IE#J-e> GC^»>bS40~60% 
®«©S&S^<S*?t5«t5fcbfco ^bfciH^]©iH^J#^49^*5(t§fB^JcD 
tfifik GC^fiSmi^fc^bfeo g^bfcia^ICDS'S^CDAA^^VAfeigmXOlB^J^T 
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1 





• WM(D 




fNSi l> fe RNA <DW£ffl 




si RNA 


AACATGAACGTCTTCCTCCCT 


537-556 


48% 
(10/21) 


CAUGAACGUCUUCCUCCCUTT 


17 


No. 1 


AGGGAGGAAGACGUUCAUGTT . 


18 


AAATTTACCTGCCACTCTGCC 


. 1156-1176 


48% 
(10/21) 


AUUUACCUGCCACUCUGCCUU 


19 


No. 2 


GGCAGAGUGGCAGGUAAAUUU 


20 


AAGGAGTAACCCGGATCTGGA 


1216-1236 


52% 
(11/21) 


GGAGUAACCCGGAUCUGGAUU 


21 


No. 3 


UCCAGAUCCGGGUUACUCCUU 


22 


AAAAGCTCACCTGAGGACTCA 


1303-1323 


48% 
(10/21) 


AAGCUCACCUGAGGACUCAUU 


23 


No. 4 


UGAGUCCUCAGGUGAGCUUUU 


24 


AATCCCCAGACCGTCCATGCC 


151-171 


62% 
(13/21) 


UCCCCAGACCGUCCAUGCCUU 


25 


No. 5 


GGCAUGGACGGUCUGGGGGUU 


26 


AACGCTGCGCCCACCCGCCTG 


1515-1535 


76% 
(16/21) 


CGCUGCGCCCACCCGCCUGUU 


27 


No. 6 


CAGGCGGGUGGGCGCAGCGUU 


28 


AAATGGAGAAGTATCTGACCC 


405-425 


43% 
(9/21) 


AUGGAGAAGUAUCUGACGCUU . 


29 


No. 7 


GGGUCAGAUACUUCUCCAUUU 


3.0 


AAAGTATAGACGAGACAGTGC 


463-483 


43% 
(9/21) 


AGUAUAGACGAGACAGUGCUU 


31 


No. 8 


GCACUGUCUCGUCUAUACUUU 


32 


AAACCAGACGGCAGTAATGGA 


874-894 


48% 
(10/21) 


ACCAGACGGCAGUAAUGGAUU 


33 


No. 9 


UCCAUUACUGCCGUCUGGCUU 


34 


AAGCTCAGAGCCTGGAAGTCC 


.2048-2068 


57% 
(12/21) 


GCUCAGAGCCUGGAAGUCCUU 


35 


No. 10 


GGACUUCCAGGCUCUGAGCUU 


36 


AAGCCGTTCCAGTGCATGGTG 


1424-1444 


57% 
(12/21) 


GCCGUUCCAGUGCAUGGUGUU 


37 


No. 
11 


CACCAUGCACUGGAACGGCUU 


38 



5 No. l~No. 11 *WTcD«k > 5t:bTSISabfeo si RNA No. l~No. ll^M 

n(D^>xm#&w7>^*>xm(Dmm%:Mimfc.mvtz (ie?!i#-fi7~38) 0 
si rna No. it± s m&m^n3o£ms<Dm&}frz>te% 2*orna^ n b*^ 

siRNA No. 2~No. ll&^-f U > -fcJ- — siRNA# & =¥- s> h (Silencer™ si RNA 
10 Construction Kit, T> If ^WiM) **JMbfc-r > tr h D<E¥fc«fc t>W»bfco 

flS^fifc*«J«bfco (Nat. Genet., 32, 107-108, 2002; &mftft& 

Jgg&gg ^2002/0132788-^^*81$) EB^J##39:fe<fcmO©I2^Jfr £>&£s 

«7M'J7t7 7 7^-b* (SEAP) ^^©H^&fii^J-rSsiRNA (WTs 
15 SEAP-siRNA^J^) 1M W siRNAf^K^y h ^fiJfflbfc-f > tT h Dfe3?k: 
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X t» il U =r > h d — ;i/CDsiRNAi: btffl l^fc 0 
(2) siRNAt«t§KLF5»^CD^W^!j 

— -zi\y^^B> (ATCC). , ATCC#-§- : CCL-226) £ ^))/&tz \) 4x 10WC&& J: 
5 ' a6>>x;i/-7°l/-h (n — ->^|±ig) fcJfSbfco 1.5 /zgCDsiRNA No. 2s No. 
3 N No. 4, No. 5s No. 6*5 J:t>*SEAP-siRNA^n^tlt s mUnmXMM^ U 7 
•h (polyfectRs Jp7^>M) 10 //L£»] bT*g£r bs ^T5~10#&|# bfc 
f£s #^^;V^»bfco 5%C0 2 #^T37°CT*48^>?P?>72^-r >^^^-^>3> 
U *fc^tL^n©siRNA^#Abfco 

^a-Uy^- (QIAshredders =^7^>|ti)^ J;»RNA|»Mffi^y hORN^f — 
(RNeasy s ^TVyftM.) §ffll/^TRNA^#gi bfco #&tbfcRNA£s 30-50 ^L© 

15 l§rf£bfco i£fjfc¥MJfotes ±I3©RNA^ (RNA 1.0 /2g#) 5x|I«^2.5 juU 
0.1 mol/L Wh— ^ (DTT) 2.0 /zL s 20 mmol/L dNTP (p^>j-*±SO 

1.0 /zk 50 >umol/L (S?@jit^^±M) 2.0 ^Ls *^7* 

— tfPl^RJ:*-^— T— if • 4 > (SUPERase-Iiu 7*>lf;t>*±M) 1.0 juLteXW 
^V—XP (PowerScript) Mm^mm (^D>^^^^±M) 1.0 //L£<a£? 

20 MU.O /zg^^U ^Sf-18 ^Lfc^^ J;a^M7k^Jn^yfeKJS^t% 42°C-tr 

i.5^^jfebfeo 5 *mmm&&mm±^v— xt? y 7 h^fc^BiJitfcftJsofc , 

. K^lJ#^41joJ:t>*42cDffi^J j ett^ti^e>^^ 2*©DNA£4b^i§r/$bs ^Mfi^ 

25 £©r^-fv— ^ffl^fcPCRScicfc KLF5 cDNAjo^lE^J#^49<m268~1428#g© 
IB^lJ fcHat^ 1 61bp©if M" /b^ipg £ ti & o 

10xPCR^ff?$2.5 /zLs 2.5 mmol/L dNTP (nyfyjxlSO 2.0 juU 5 ^mol/L7^- 
y— 2.0 //Ls 5 vamol/LU^— X77^fY- 2.0 //Ls $-^7^ 
y£ (HotStarTaq) DNA^'y^^— t? (^7^>*±lk 5#^/^L) 0.125 #Ls 18S 

30 rRNA^IftT 0 ^ r^a->^mRNA (Quant umRNA) ^ ^ ^> y ^18SrtM^ s ^> 
tT;^>#:SO 2 //Ls a*T^7j<13.375 juU cDNA 1.0 //Lfre>&3 25 AdL©PCRS/fo 
^£HMU 95°CT«15£4&f#f£s ia^tt94°C^30#^s U >^53°C-£30£!> 

F^s #5Hjfo72 o CT*40#^CD5^&£ 1 PJVtVT. 281M ^l/CDPCR^lMbs 

^cDm72°c-eio^^bfe 0 ioxpcr mmm£*y hx*— ^^^dnajku^^— 

35 ^fcftS©&©<H&fflbfco R^©^©0.8%T^D-^y;i/ffim^ltJ^J;!3s 
KLF5 mRNAtfe^ : T§iii|'MtJ(161bp)^^tBbs siRNA£#Ab&frofc«T©fi 
i|6»©*hi:b3&bfco ftM^ilbTs 18S rRNAta^-r^tilga^ (488bp) £ 
m^fro m imiZ7?-r&5tes 3> hD- ;U©SEAP-siRNAT«KLF5^K^©#§^© 
WJ/bSB^tl^V^^fc^fbs KLF5»f5^t#^^^s siRNA No. 2s No. 3s No. 4 S 

40 no. 5*5^^0. 6^s mmfc^omm%nfflT%zt&mm-?:%fc 0 rpT»&, 
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siRNANo . 3&£T>*siRNA No . 4fcJ3§t < KLF5Jtte^©IB^**Pft!l bfco 
• KLF53tfe : ?fc:$#gftfcsiRNAi:b"t\ siRNA No. 1 N No. 4. No. 7. No. 8 S No. 9, 
No. lO^cfclFNo. ll£ffl^Ts' ±fBtl*Plil fcbT N C3H/10Tl/2i$BJ^©s.iRNA©^A 
R^P(»fc«kSKLF53tfe- : ?©^©S?*f$ffofco i2 mt^-Tckd^s n>h 
5 n— ;V©SEAP-siRNATiiKLF5»fE^©^©}rp$iJd s ^^n>feVN©{3^fbs KLF5?t-fc 
^fc'RrMBJ&x siRNA No. 4, No. 7^ No. 8 S No. 9, No. lO&cfcOTo. litis KLF5}1 
fc^Of&M&WffilrZZ: htmm^^f^o ^T&s siRNA No. 4. siRNA No. 7 S 
siRNANo. 9*«ktfsiRNA No. 10l±3&<KLF5jt^©»S*»#Jbfco KLF5»fE?fc 
*RFSttn?&S £"3% siRNANo. ITttWfta^^fe *i&A>ofc 0 

10 

H»J2 KLF5&te^Sflb&siRNAfc«fcSs KLF5fc.fc bteWStt^ftStte^ 
©^S©«!J 

( 1 ) PDGF-A«ft?©$KS©jqjfBI 

KLF5^£?fc#M6?J&siRNAi:bTs siRNA No. 1 N No. 4 S No. 7 S No. 8 S No. 9 S 
15 No. lO&ctOTo. ll£C3H/10Tl/2«&-'\2iAU RT-PCRic: £ D s KLF5fc <k Dfe^d 5 

Hffi^iJl (2) £f5l$lfcbT\ siRNA©C3H/10Tl/2!fflfl£^©2gAs eWACDMM&if 
ofeo IB#J#^43:fe«fctM4®i;#Jfr£>&S 2 *©DNA£Yb^-£-f$U -^ti^JlPDGF-A 

20 SfflV^fePCRfcrJ; Ds PDGF-A cDNAfrM03bp©^tf-#itB<*ft5o PDGF-A 

mfc^mft-te?*?- F77^Y-^j;y;iJ;t-X77'f7-S, KLF5?tfe^$£ 

1 (2) ©KLF5^fc^©^WiMfthl^*i£bTs PDGF-A»e^®«S*«IW-b-&o ; - 
fc£LPCRfci: N P0RSJi6««*95 o C'T!15^M«»^ *fc*tt94°C*C30«>ffl % 
25 >^53°C7!30g)|Hs #SSiiS72°C^40#^*> 5> 1 bs 26i^-f 

^©^72 p c^i07>f^^f'r^^-rfi 1 v\ slfi&l&fci:i%T:ifP— ;*>7 ^ 
SI 3 lUfcTj^l- J; -5 3 > h P— ;v©SEAP-siRNA^y:PDGF-A3ft{5^©f§Jj|©»iJ 
&&t>tl?£^(DlZttVs KLFSjfr&P^^lft&s siRNANo. 4, No. 7 S No. 8. No. 
30 9, No. 10*5«tr>*No. llfct; KLF5(dJ; D^^rS^b^^^jife^T'fe^PDGF-AjifE 
^(D$6M&%$Qffl'r%>Z.£ififem~l*gi£o ^-e*). siRNA No. 4 s siRNA No. 7, 
siRNANo. 9&££>*siRNA No.l0&3£ < PDGF-A^fc^©|g:^>£#P3i!Jbfco KLF5St<fe^ 
\z^m&3~Z&%teib-frfrfc>Z>1?^ siRNANo. lT°ltn%Wfr tltefr^fro 

(2) SMemb^fK^©»l©»J 

35 KLFSJt-fe^fcJRfSft&siRNAfc bTs siRNA No. k No. 4 S No. 7 S No. 8^ No. 9 N 
No. lO&^OTJo. ll^C3H/10Tl/2«^Xbs RT-PCR££*K KLF5C: J; D^ft* 
rSmb^ ti^Tt^^fe ^SMemb^l-fe?©^©^^^ o feo 

H»'J1 (2) siRNA©C3H/10Tl/2tt-\©#A. cDNA©fiM£*T 

o feo IB#J#-*f 45 & J;tF46©15^J^ ft & 2 *©DNA-Hb^i^£ U ^ti^tiSMemb 

40 v&fc^mm&}-&7*y~ F77-I ^cttFU^t-^r^-r ^— hbfc c cm^© 
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7"^-f £ffl^fePCR£J;Ds SMemb cDNAfr£235bp©©r>t;b s :^g£ft ; §>° SMemb3t 

ftj&y^y- h^^y- ^3<t^»;/^— x^-r oi^t>\) izm^x, mmmi 

. (2) CDKLF5^tfe^©^^^|5l^^bTs SMemb^fe^ £M/r bfco fc^ 

m 4 iC^f ck a fc. n > h n— ^CDSEAP-siRNATiiSMembjtfe^cD^CDWSlJ^ 
10 j|£>*i&^©fc*fU KLFS^te^fc^MSU^x siRNA No. 4, No. 7 N No. 8, No. 9. 
No. lO&cfcOTJo. H&s KLF5tz£ Dfe^^'ffi-fb^ tb^«fs^T$> SSMembai^CD 
3§SI£&!tPMr££ ii^fit^tr^fco siRNA No. 4. siRNA No. 7 S siRNA 

No. 9^3 J; tf siRNA No. 10&§£ < SMembptfc-ycD#ggi£#Pff!!I bfco KLF5?1^{3^ 
lftT"& 3 S3 e>-T, siRNA No. l^&WW^ktb&frofco 

15 (3) KLFSae^M^^siRNAidct^ptfe^JjCDWiJO^Mtt 

KLF5^fc^fc:# JIlft&siRNAfc: J: %Mfc^(DmM.(E>mmtiK KLF5»i£^:fe J;t>"KLF5 

siRNA^C3H/10Tl/2»^«Ab. RT-PCRlC X t> Jtilfff JfrgH^ (SRF) Mi^CD^M 

20 ©3t-fE^r;£>*K pF5i3 e |;t)^* s rgtt'fb^tl^?t^T"^*^V^o ■ 

KLF5*t-fS-?fc#Mlft&siRNAi: bT. siRNA No. U No. 4 S No. 7, No. 9cfeJ;OTo. 
10£ffl<^Ts mMm\ (2) hlBtfffcbT. siRNA^C3H/10Tl/2«-x#Abfe^ 
RT-PCR{i^®<E^^©»*f^ff ofeo iB^J#-^47^^W8c7)ia^J/0^^^ 2* 

25 -X^^Y-tbh iti,^> CD^-^-f v — ^Ml^fePCRfc: «fc t) N SRF cDNAft>£> 
519bp© $f It /b^lS £ ft £ o SRF?Sfe^#sa<j ^ 7 * V — K 3/ 9 ^— i5 <fc t>* U ; 

V— ©f^fc»D tcffit^Ts ^Sfc0jl (2) ©KLF5»fE^©^M>ffh|5l^fcbT. SRF 
3t<K^©^?S^iftfbfco fc^bPCRfct. PCRH^§^^95°CTl5^P^^s f« 
30 ^94°CT«30#P^, >^53°C^30#F^, #SSjfo72°CT-40#F^£>& 3H;ifr ' 

& 1 ^;^u 26-y-^r ^;i/^b. ^(Dm2 o c-eiofrmm%T&m*xft\,K 

. 2%T^P-^ W^tf o fee 
^5HI{3^-rck5fcs KLF5it-fE-?fc#M^3^ siRNA No. U siRNA No. 4, No. 7. 
No. 9*?0:tFNo. 10±TiI*5VNTs n > h P — ;i/CDSEAP-siRNAh If^fcs SRFStfe^ 

35 <Dmm(Dwmftfrt>*it£fr-Dtio ife^^ts KLF5?tfe^t#^^^siRNA^ $m 

m$}te, Mfc : ?±fo(D%n%Mffl-?%(DX*te<^ KLF5*^*?<fcOTLFfcJ;ti^© 

mmm s sirna^ j;§tb KLF5atfe^©^m?PM 

40 ^S^Il^#MbfcsiRNA No. 4fcJ\ x">^ KLF5 cDNA©i«IB?!J (IB#J#-$f 49) 
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©1303~1323# § £>IB#J (AAAAGCTCACCTGAGGACTCA) £ b fcsiRNAl? & D s 

C3H/10Tl/2JSIfflJ!afc^V^T^^^©kLF55Sfe?©^%^< W^Jbfco" b^U 
AAAAGCTCACCTGAGGACTCA CDSB^ltt. b MELF5 cDNAcpmSlH^J (K8I#^50) ©1481 
—1501#Bfc%#ft"r*fc«>x siRNA No. 4{ivi>^^{tT!^ < b h®KLF5?tfc-?GD 
5 &:B*ttlfW-r«£ £#»§ft£ft3o JWT©«fc"5fcbT\ siRNA No.. 4#b hKLF53tfK 

b h$\<^&mMWft)&mti& (HUVEC, A^Sfc : H^fc^^s UShm^ : CC-2517) 
&JKj3xl0 5 {li:^S<t-5t6 cir-f yi/i (33 — ->^±) icflJSbfco 200 pmol© 
siRNA No. 4*5J;tFSEAP-siRNA^tL^nHs mffiftmXU,M CJ^7i^b?*> 
10 . 2000, ^>tiKn^i>ti) 10 ^L^ttlbTil^U mm~F2QfrUnhfz^ 
ii^T-fr>atj|!iDbfe. 5% C0 2 #£T37 °CT24^-f >3 > U 

* MtMDs iRNA£#A b fee 
Hififlll (2) ^fBtgbfc^hl^lb^-e. «fflia*»&RNA$#«lU RT-PCRfc<fc 

cDNA)^6>iB^J#^50©1446~1606*B©IBMIfcffi^^S161bp©»fM-^flB^tlSo 
KJ&m©^©0.8%T#n — ^^M^iCi i) N KLF5 mRNAlcfi^-T^lilSm 
«&(161bp)&tfemU siRNA*#Ab^^ofe«T?CDtiiliS^#J©*hJt^bfco F*) 
20 MI*P£bTs 18S rRNAfcfi^-r^iflBtJ (488bp) §fflV^fe» 6 Efc^t-«fc"5 
lz s 3 > hD— ;i/©SEAP-siRNAT!imF5^^©B^©M^J^B^n^^©fc^fb, 
KLPSjfte^fcftHWfts'siBNA No. 4{±. b h £l^Jfimrt,&*©KLF5«fc^©£g 
IWJbT^fco bfc#^T\ siRNA No. 4tt^£;*©KLF5»^£W-T?fc: <^ ■ t 

25 ^2^t s HJfe^JlT*^'>^KLF5»'e^©^^OTMbfe siRNA No. 2~4:fc«fca f 7 
-llfcl^Ts mmo&ttelsfc -T>>XKLF5 cDNA±CD2mSCDia^cfct>*E^J#-^ 
49fcj5(t^^cD{jighs »vi>^iB3nifc»J*-r*t bcDNA±©21^3feCDlB?ik 13^U 

-^■^^bfeo siRNA No. 5^3cfcr>*6i±s F$f^©lB?>J£& fcfcbTl^ 

30 mtSt h@a^!lt±^^3&^ofeo £;ft,£>cDb MB^J*%i:t:bfc— *^RNA 

- fcb hKLF5»fe^©fg3l£»Jt-3£%x£ft3o fc:fes siRNA No. 4 N 8^«fcV10 
fcJ\ M^-TSb hffi^J#vi>;*ia#Jfc:£<|gfc"C&D N siRNA No. B*<kW0tt> 
siRNA No. 4^HHifc:, T^^KLFSitfe^^-e^: < b hKLF53tfi ; P©*63R&«HSI'r 
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m2 



ci PMA 


KLF5 cDNA 


■ t h KLF5. cDNA 


mm 










1NU . £ 


AAATTTACCTGCCACTCTGCC 


1156-1176 


AAATTTACCCACCACCCTGCC 


1334-1354 


12 


1NU . 0 


AAGGAGTAACCCGGATCTGGA 


1216-1236 


AAGGAGTAACCCCGATTTGGA 


1394-1414 


13 


1N0 . ft 


AAAAGCTCACCTGAGGACTCA 


1303-1323 


AAAAGCTCACCTGAGGACTCA 


1481-1501 


4 


Ma 7 
1N0 . ( 


AAATGGAGAAGTATCTGACCC 


405-425 


AAATGGAGAAGTATCTGACAC 


583-603 


14 


Mn R 


AAAGTATAGACGAGACAGTGC 


463-483 


AAAGTATAGACGAGACAGTGC 


641-661 


8 


No. 9 


AAACCAGACGGCAGTAATGGA 


874-894 


AAATCAGACAGCAGCAATGGA 


1040-1060 


15 


No. 10 


AAGCTCAGAGCCTGGAAGTCC 


2048-2068 


AAGCTCAGAGCCTGGAAGTCC 


1226-1246 


10 


No. 11 


AAGCCGTTCCAGTGCATGGTG 


1424-1444 


AAGCCCTTCCAGTGCGGGGTG 


1602-1622 


16 



%mm 4 KLF5at^?©|»B4ttift!l-r* siRNAfc: «fc 3 JMl*)j&iBfflJI&©$&fe<DPJ» 

ift (J. Cell Biol., 147, 1073-1084, 1999; Becton, Dickinson and Company, 
Technical Bulletin, 429, 1998) J: D llKfco 

\iY^um^m^m^mm (huvec, x^fc sss#-§- : cc-2517) 

£$*j3xl0 5 M£&3<fcafc6 cm^-fy^j- (=r— -^^±) IzJMbfco siRNA No. 
10 4i5J;t>*^> hn— ;i/©SEAP-siRNA-€-tL^n200 pmolfclO #LCD«|*j#At£Ii£ ( U 
#!7:r.^** >2000 s -f>KhD*>x>tt«) ^^iPs gMT20#-f 

>3>bfe^s £S£^ y^^-tmSDbfco 5% C0 2 #^ET37°CT-18^^^ 
>3ra.^— */a>U siRNA^ALfco 
siRNA#A«^^^. 5 ^g/mL©i«||ia»8fefflm3tefe* (^Hz-T >AM, |WJ 
15 C-fb^HUH) T?JWIS%^t3teW«bfco #6*ifc£3teW»iWJ»B:s MJ TUBUS 

mmmm><io 5 m/nuzte%£oizfawft&Mmmmkmfc (ebm-2 s 

H^mtM) t:#«bfeo .HTS7;i/^-.D^D s> ^WM-f >-9-— h (24">^;i/r 
I/— hffl5KTi^-^X3//m-r ' h s BD7r;i/n>) £24-^ >T 

20 «CD«?S100 £dL£s 24^^;i/^V— hffiflfc&lO ng/mUDt hVEGF (R7>KD 
^^rAXti) *$*t"*Jfll«rtJEfiUlfflBaifflJiJittlilll h EGM-2 S Hft 

mmm) 600 ^L£^n^«#Dbfc 0 

25 T (Scion Image, ScionttSSQ &/BV^ s jSfctiMJISftStl^ibfco ^ 7 El fc*VTi 
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5Jc\ n> hD— ;i/©SEAP-siRNAi:J:bigU-Cs KLF53tfc^#Mlft&si'RNA No. 4£# 
AUfcJfiliWKlis ^^fflflSifc^fgTbfco Ifetfots KLF53tfc^©Sgjj! 

5 KLFS^s^C^^&lflMT-SsiRNA©^ > M^XCOM^^f&R^^}^. . 

KLF5^s^©l§ijl'£3TO-r£ siRNA No. 4©^ > H^©lfaW$r:£l&*$jJil£> J-X 
Tf-^f £5%^ h U ff)V (Matrigel) ^ffl^fcTy^-f (Proc. Natl. Acad. Sci. 
USA, 94. 13612-13617, 1997; J. Biol. Chem. , 277, 6667-6675, 2002^ tiDI 

10 Yh'J^Mlis ?h'J^Tf'J>^X (BD /W^+M^>;*§5D 0.5 
mL (5 mgS) fc^XVEGF CR^>FD^>X^AXtt (R&D Systems Inc.) ®L 

*^p^#^493-mv: o.6 ugs ^^mm'&um^mmmmm^ (bFGF, rt->kd 

^>7rA^tIs £*n^#-5§-133-FB) 0.6 /zg&J^siRNA No. 4 10 jug&Jmz., 
7K±t:t:^^^>f j; t)^UTiHMb7to 3>hD- ;)/hbTs siRNA No. 4 

15 ©<ft;foD£SEAP-siRNA£fflV^c^ h 'j^M^tl^IMbfco SMbfc v h VtfJV 
6 «£©^X©C57BL/6^;*©#^©j£Tfcatfbfc^ &Stl4BflH3y;i/ 

{bbfe-?b'JW$!)ffiUfe 0 t^HibfeT h u W^PBS-e i@$#bs io%* 

;VA^;^b h'-PBS^M-tria^bfeo Sl^bfcv h >j^;i/£5 mntfpt'^ y h bt;l 

20 ^-^ve^bfco ^febfe^r h w^JM-^MS^-eii^bfco 

^©*SIH. n > h P— ;i/©SEAP-siRNASiD^.fev h V 7frX»&, v h V tfJVlzm 
JPbfeVEGF^=tt>*bFGFl3MjSb-r. ^©JfoWftJ&tt^^bT. T h ijy;^ 
£g?Hb-ci^©t;::fcfbs siRNA No. 4^p^fe^ b V^fJ^Xit^ h 'J ^ ;i/p*g^©jf[i 

^rtjs«©s?i* s «iM^ ^ o bfeyo 5 o xmmte^ommzn® if ^ s irna 

25 ^J:t»s Jfil^ff^Pl^T^^d^^^^nfeo 

HWJ6 KLF5^{K^©^m^M^t-^siRNA©^>e^lr©K)B*^ . 

KLF5^t^©^^?P$iI-r^ siRNA No. 4tfM > tf^©mjtt»JJII£s J^T©cfc 

30 ;t;*5»©C57BL/6^e?X©Tt4 t ©,&Tfc:N ^;*;W ^J!fi:tf >«lfcLL/2 (A 
: ^:B*:M^^^ pb^n^#-^ : 09-1642) £ 1 xl0 f l^Mbfe o &t*2 
B^s ;W ^JJ$*r>*sH^tiT^S©*?SiKU #>M?2J&~R- siRNA No. 4£& 
Stbfco o> ho— ;i/hbTSEAP-siRNA§|^I^|{c:^>Jil7a^jST^bfeo siRNA 
No. 445ckt>*SEAP-siRNA©^*{ix">XlIZ5$)^ Dl >ug£50 //L©£5tfM7K 

35' KdSzkN ^Mm^^lM) T*JBbfcfc©£JIV\ S#if|{iSS8H^ & 

U B*ft«©Jiin*3> hn-;vi:Jttbfeo 

5$ (1) :]JSiftSf (mm 3 ) ={S^5^ (mm) xgl^fsCmm) 2 }/ 2 

*©*g*s f§8|2l£^?-£5fc:. :D>hD~;i/©SEAP-siMA£&#bfc^£;*-t: 
40 <Z)JMttftti\ ^#H^J:t)tiiPbTM<©^bs siRNA No. 4§fe#bfeV>^ 
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K#J#-*§-17-siRNA No. 1 : 
lS^J#-^18-siRNA No. 1 T>^>xm 

10 fB^J#-§"19-siRNA No. 2 -fey^il 

K#J#-5§-20-siRNA No. 2 T>^-fe>^fI 
IB#]#-s§-21-siRNA No. 3 -fc>;*ii 
ffi^'J#-§-22-siRNA No. 3 T>^-fe>Xli 
13^J#-#23-siRNA No. 4 -b>XlI 

15 lB?!J#-5§-24-siRNA No. 4 

K^!J#-^2 5 - s i RNA No . 5 -fe > X II 
13^!J#-#26-siRNA No. 5 T>^^>^m 
iB?U*-?-27-siRNA No. 6^fe>^fl 
lB^J#-^28-siRNA No. 6 T>fk>XW. 

20 ffi^J#-§-29-siRNA No. 7 Hz>^il 

@B^!i#-^30-siRNA No. 7 T>^-fe>^^ 
IB?U#-*§"31-siRNA No. 8 -fe>^Sl 
IB^JS-^-32-siRNA No. 8 T>^-fe>Xll 
IB?!J#^33-siRNA No. 9 -fe >*i§ 

25 IB^J#-#34-siRNA No. 9 T>^-fe>Xil 
IB^J#-^-35-siRNA No. 10 ~t>xm 
IB#J#-5f36-siRNA No. 10 T>^>^m 
@B^0#^-37-siRNA No. 11 J t>*m 
!B^!J#^-38-siRNA No. 12 7^>^"fe>Xil 

30 |B#J#-*f39-siRNA-SEAP -fe>^fl 

IB#J#-5f40-siRNA-SEAP T>^>^m 
IB3«-5f 41 -KLWA{tt¥fm&)7 f7-F77^f 
lB^!J#-8-42-KLF53tfe^S^ U M— X -i x'— 
IB^J#-^43 -PDGF-Ajffe^Nf^lft 7t7-F7"7^fY- 

35 I3^JS^44-PDGF-A?t-|5^^l£j U ^— X 7°^ 4 ^~ 

MB^J#-^46 -SMembStfed^MGt) U ^— X 7° 5 «f x*— 
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1. klf5 mkcDmmT^i^o^Mom^xnmmmhmw^m^]^^ 

KLF5^-fe^©^ii^ttlM-r 3 RNAo 

2 . KLF5 mRNA^fc h Sfe{iT^^OKLF5 mRMTfe^ af;£JB 1 £fBt8©RNA 0 . 
5 3. RNA#. KLF5 mRNAc^m^1~^15~30m*©iB^J©^cfc^iH^J^5f:ali^^ 
IB#l©fi7b>£>&&— #iIRNA©^n^n©it©3'3gif;: 1 ~ 6ffl©;* ^ u^j-^ l*&ftj&n 
bfc— ;fcitRNAT&&s fjt3<lS 1 1; fete 2 ^f3«ORNA 0 

4. RNA^ KLF5 mRNA©^t-^15~30m*©iH^J^&^5RNA^J;^lg^J^^ 

10 ®©* ? H^flUnbfcs -\^tf>^?t§^1-^RNATr$>^s 1 tsfc'fc* 

2 tf3«©RNAo 

5. WT©(a)~(c)^^^^^&M^ti^KLF5?t{E^©^$W^J1-^RNAo 

( a) ia^J#-^2 ~16©V^■r*^^ 1 ^ ©13^1 ©0*5 itF^ia^J h*I*£lft&ffi?!J©ii 
^^^^-*0RNA©^tl^i^©ii©3 , ^^3 2 -4{@©»> U ^V^fe&rr^^^- 
15 ^^;vm^ftiDbfc-^fIRNAo 

( b ) 1H»-^ 2 ~16©l^-f ttfr 1 o©I2?»J£> & 3RNA& <fc WWmM ^BMft&IE 
^ij^ £ & 3 RNA£ 2 {@© U 3; fe ^^^P ^ ^ V^W*. 5 ' t^ttl. ^ 

^-^ ^;vm*f«b^s -\rt:>^3g^?fM-r^RNAo 

20 ( c ) W&m^ 2 -ll©^-r*i*> 1 -^©lB^J©Sl*5<tt>*Mi3^J hMt#J&IE?!J©§r 
^fIRNA©^tL^tb©ti©3'^fc 2m<Dt> U ^;i/^§f^Pbfe— ^ilRNAo 

6 . 1-5 ©^-ftl/fr 1 I^{3f3m©RNA^^-r 3^ # — 0 

7 . m^M 1-5 ©l^tifr lIl^fB^©RNA^feiilf^ll 6 l3fB«8©^^-£ 

25 ncilti^ ^«*©KLF5»fc^©^Jj!£»M«:^o 

8 . mmM 1-5 ©V^-f^ l^^IB«©RNASfe(iii^ 6 fclBfK©^*— & 
»ic^A^-a h Id J; t) N gC«*©KLF5 £ <fc t) m^&mmtg ti&jtfc^fg 

9 . klf5 \z£ty m^&mmh-g n%mfc^ti i ifc'MR&&mMm^ Ammfc^& & 
30 it^-mws ^ *zs>mmsMemmte^&2>mmn 8 ^ib®©?^ 

i o . m&m 1-5 ©v^-rtv^ i ^tBf^RNAicfc&if^ii 6 izmm®^?*— 

i i. mmmi-5(D^Tn^iiM^mm<DMk^t^±mmM6izmmcD^^— 

35 1 2. lts^c^ll~5©l^■rtL^l.^itf3«©RNA^feid:li5}<IS6 fcfBtl©^*- 
^T$>^lf^ 1 2 tgB«g©^^^fett^P^o 
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<-18S 
«-KLF5 
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100bp siRNA SEAP- siRNA siRNA siRNA siRNA siRNA siRNA siRNA 
"t— *— &b siRNA No. 7 No. 8 No. 9 No. 10 No. 11 No. 4 No. 1 




• <-18S 

• <-KLF5 
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siRNA siRNA siRNA siRNA siRNA SlRNA SEAP- 
No. 1 No. 4 No. 7 No. 9 No. 10 siRNA 




«-SRF 
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lOObp siRNA SEAP- siRNA 
-?-t>- siRNA No. 4 




18S 

KLF5 
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10/56599? 



WO 2005/010185 



SEQUENCE LISTING 



<110> 



Nagai, Ryozo; Manabe, Ichiro; Kyowa Hakko Kogyo Co., Ltd. 



<120> RNAs which inhibit KLF5 gene expression 

<130> 1596 

<150> JP 2003-202863 

<151> 2003-07-29 

<150> JP 2004-075115 

<151> 2004-03-16 

<160> 50 

<170> Patentln version 3.1 

<210> 1 

<211> 19 

<212> RNA. 

<213> Mus musculus 

<220> 

<223> Inventor: Nagai, Ryozo; Manabe, Ichiro; Ishihara, Atsushi; 
Inventor: Tottori, Tsuneaki 



<210> 2 

<211> 19 

<212> RNA 

<213> Mus : musculus 

<400> 2 

auuuaccugc cacucugcc 19 



<210> 3 

<211> 19 

<212> RNA 

<213> Mus musculus 



<400> 1 
caugaacguc 



uuccucccu 



19 



<400> 3 
ggaguaaccc 



ggaucugga 



19 



<210> 4 

<211> 19 

<212> RNA 

<213> Mus 



musculus 
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<400> 4 
aagcu.caccu 



gaggacuca 



<210> 5 

<211> 19 

<212> . RNA 

<213> Mus musculus 

<400> 5 

uccccagacc guccaugcc 19 



<210> 6 

<211> 19 

<212> RNA 

<213> Mus musculus 



<210> 7 

<211> 19 

<212> . RNA 

<213> Mus musculus 

<400> 7 

auggagaagu aucugaccc 19 

<210> 8 

<211> 19 

<212> RNA 

<213> Mus musculus 



<210> 9 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 9 

accagacggc aguaaugga 19 



<210> 10 
<211> 19 
<212> RNA 



<400> 6 
cgcugcgccc 



acccgccug 



19 



<400> 8 
aguauagacg 



agacagugc 
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<213> Mus 



musculus 



<400> 10 
gcucagagcc 



uggaagucc 



19 



<210> 11 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 11 

gccguuccag ugcauggug 19 



<210> 12 

<211> 19 

<212> RNA 

<213> Homo sapiens 

<400> 12. 

auuuacccac cacccugcc 19 



<210> 13 

<211> 19 

<212> RNA 

<213> Homo sapiens 



<210> 14 

<211> 19 

<212> RNA 

<213> Homo sapiens 

<400> 14 

auggagaagu aucugacac 19 



<210> 15 

<211> 19 

<212> RNA 

< 213 > Homo sapiens 



<400> 13 

ggaguaaccc cgauuugga 



19 



<400> 15 

aucagacagc agcaaugga 



19 



<210> 16 
<211> 19 
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<212> 
<213> 


RNA 

Homo sapiens 




<400> 16 

gcccuuGcag ugcggggug . 


19 


<210> 
<211> 
<212> 
<213> 


17 
21 
RNA 

Artificial 




<220> 
<223> 


siRNA No. 1 sense strand 




<220> 
<221> 
<222> 
<223> 


misc feature 
(20). .(21) 
DNA 




<400> 17 

caugaacguc uuccuecciit t 


■21 


<210> 
<211> 
<212> 
<213> 


18 
21 
RNA 

Artificial 




<220> 
<223> 


siRNA No. 1 antisense strand 




<220> 
<221> 
<222> 
<223> 


misc feature 
(20). .(21) 
DNA 




<400> 18 

agggaggaag acguucaugt t 


21 


<210> 
<211> 
<212> 
<213> 


19 
21 
RNA 

Artificial 


* 


<220> 
<223> 


siRNA No. 2 sense strand 




<400> 


19 





auuuaccugc cacucugccu u 21 
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<210> 20 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 2 antisense strand 

<400> 20 

ggcagagugg cagguaaauu u 



<210> 21 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 3 sense strand 

<400> 21 

ggaguaaccc ggaucuggau u 



<210> 22 • 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> s4RNA #3 antisense strand 

<400> 22 

uccagauccg gguuacuccu u 



<210> 23 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 4 sense strand 

<400> 23 

aagcucaccu gaggacucau u 



<210> 24 

<211> 21 

<212> RNA 

<213> Artificial 
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<220> 

<223> siRNA No. 4 antisense strand 
<400> 24 

ugaguccuca ggugagcuuu u 



<210> 25 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 5 sense strand 

<400> 25 

uccccagacc guccaugccu u 



<210> 2'6 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 5 antisense strand 

<400> 26 

ggcauggacg gucugggggu u 



<210> 27 

<211> 21 

<212> RNA. 

<213> Artificial 

<220> 

<223> siRNA No. 6 sense strand 

<400> 27 

cgcugcgccc acccgccugu u 



<210> 28 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 6 antisense strand 

<400> 28 

caggcgggug ggcgcagcgu u 
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<210> 29' 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> si RNA No. 7 sense strand 

<400> 29 

auggagaagu aucugacccu u 



<210> 30 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 7 antisense strand 

<400> 30 

gggucagaua cuucuccauu u 



<210> 31 

<2U> 21 

<212> RNA 

<213> Artificial' 

<220> 

<223> siRNA No. 8 sense strand 

<400> 31 

aguauagacg agacagugcu u 



<210> 32 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 8 antisense strand 

<400> 32 

gcacugucuc gucuauacuu u 



<210> 33 
<211> 21 
<212> RNA 
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<213> Artificial 
<220> 

< 2 2 3 > siRNA No. 9 sense strand 
<400> 33 

accagacggc aguaauggau u 



<210> 34 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 9 antisense strand 

<400> 34 

uccauuacug ccgucuggcu u 



<210> 35 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 10 sense strand 

<400> 35 

gcucagagcc uggaaguccu u 



<210> 36 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 10 antisense strand ■ 

<400> 36 

ggacuuccag gcucugagcu u 



<210> 37 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 11 sense strand 
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<400> 37 

gccguuccag ugcauggugu u 



21 



<210> 38 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 11 antisense strand ' 

<400> 38 

caccaugcac uggaacggcu u 21 



<210> 39 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> SEAP-siRNA sense strand 



<210> 40 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> SEAP-siRNA antisense strand 

<400> 40 

auggucugga aguugcccuu u 21 



<210> 41 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> KLF5 gene specific forward primer 



<400> 39 

agggcaacuu ccagaccauu u 



21 



<400> 41 

ggttgcacaa aagtttatac 



20 



<210> 42 
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<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> KLF5 gene specific riverse primer 

<400> 42 

ggcttggcgc ccgtgtgctt cc 



<210> 43 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> PDGF-A gene specific forward primer 

<400> 43 

ctccagcgac tcttggagat ag 



<210> 44 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> PDGF-A gene specific riverse primer 

<400> 44 

ttcaggttgg aggtcgcaca tg 



<210> 45 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SMemb gene specific forward primer 

<400> 45 

aatgcccgcc agcagctgga gcgac 



<210> 46 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 
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<223> SMemb gene specific riverse primer 
<400> 46 

gctccttata ctgatccgca tgccg 25 



<210> 47 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SRF gene specific forward primer 

<400> 47 

tggcaccagt gtctgctact gtcag 25 



<210> 48 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SRF gene specific riverse primer 
<400> 48 

gctgccctat cacagccatc tggtg 25 

<210> 49 

<211> 1591 

<212> DNA 

<213> Mus musculus 

<220> 

<221> CDS 

<222> (167). .(1507) 
<223> 

<400> 49 

ccgagcccag gagccccgat ctccgtgccc gccttcgtga gcgtctggct gccggcccag 60 

gggtcccccg ccgcggcccc ccgccgagtc cgccgtcccg tgccagcccg agcgaggtgg 120 

gatcgcgatc gctccgtgtc <ccgctcccgt aatccccaga ccgtcc atg ccc acg 175 

Met Pro Thr 
1 

egg gtg ctg acc atg age gec cgc ctg gga cca ctg ccc cag ccg ccg 223 
Arg Val Leu Thr Met Ser Ala Arg Leu Gly Pro Leu Pro Gin Pro Pro 
5 10 15 
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gcc gcg cag gcc gag ccc gtg ttc gcg. cag etc aag ccg gtg ctg ggc 271 
Ala Ala Gin Ala Glu Pro Val Phe Ala Gin Leu Lys Pro Val Leu Gly 
20 25 30. t . 35 

get gcg aac ccg gcc cgc gac gcg gcg etc ttc tec gga gac gat ctg 319 
Ala Ala Asn Pro Ala Arg Asp Ala Ala Leu Phe Ser Gly Asp Asp Leu 
40 45 50 

aaa cac gcg cac cac cac ccg cct gcg ccg ccg cca gcc get ggc ccg 367 
Lys His Ala His His His Pro Pro Ala Pro Pro Pro Ala Ala Gly Pro 
55 60 65 

cga ctg ccc teg gag gag ctg gtc cag aca aga tgt gaa atg gag aag 415 
Arg Leu Pro Ser Glu Glu Leu Val Gin Thr Arg Cys Glu Met Glu Lys 
70 75 80 

tat ctg acc cct cag etc . cct cca gtt ccg ata att tea gag cat aaa 463 
Tyr Leu Thr Pro Gin Leu Pro Pro Val Pro lie lie Ser Glu His Lys 
85 . 90 95 

aag tat aga cga gac agt gcc tea gtg gta gac cag ttc ttc act gac 511 
Lys Tyr Arg Arg Asp Ser Ala Ser Val Val Asp Gin Phe Phe Thr Asp 
100 105 110 115 

act gaa ggc ata cct tac age ate aac atg aac gtc ttc etc cct gac 559 
Thr Glu Gly lie Pro Tyr Ser He Asn Met Asn Val Phe Leu Pro Asp 
120 125 . 130 

ate act cac ctg aga act ggc etc tac aaa tec cag aga cca tgc gta 607 
lie Thr His Leu Arg Thr Gly Leu Tyr Lys Ser Gin Arg Pro Cys Val 
135 140 145 

aca cag ate aag aca gaa cct gtt acc att ttc age cac cag age gag 655 
Thr Gin lie Lys Thr Glu Pro Val Thr He Phe Ser His Gin Ser Glu 
150 155 160 

teg acg gcc cct cct cct cct ccg gcc ccc acc cag get etc ccc gag 703 
Ser Thr Ala Pro Pro Pro Pro Pro Ala Pro Thr Gin Ala Leu Pro Glu 
165 170 175 

ttc act agt ate ttc age tec cac cag acc aca gcg cca cca cag gag 751 
Phe Thr Ser He Phe Ser Ser His Gin Thr Thr Ala Pro Pro Gin Glu 
180 185 190 195 

gtg aac aat ate ttc ate aaa caa gaa ctt cct ata cca gat ctt cat 799 
Val Asn Asn lie Phe lie Lys Gin Glu Leu Pro lie Pro Asp Leu His 
200 205 210 

etc tct gtc cct tec cag cag ggc cac ctg tac cag ctg ttg aat aca 847 
Leu Ser Val Pro Ser Gin Gin Gly His Leu Tyr Gin Leu Leu Asn Thr 
215 220 1 225 

ccg gat eta gac atg ccc agt teg aca aac cag acg gca gta atg gac 895 
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Pro Asp Leu Asp Met Pro Ser Ser Thr Asn Gin Thr Ala Val Met Asp 
230 235 • 240 

acc ctt aat gtt tct atg gca ggc ctt aac cca cac ccc tct get gtt 943 
Thr Leu Asn Val Ser Met Ala Gly Leu Asn Pro His Pro Ser Ala Val 
245 250 255 

cca cag acg tea atg aaa cag ttc cag ggc atg ccc cct tgc acg tac 991 
Pro Gin Thr Ser Met Lys Gin Phe Gin Gly Met Pro Pro Cys Thr Tyr 
260 265 270 . 275 

acc atg cca agt cag ttt ctt cca cag cag gec act tat ttt ccc ccg 1039 
Thr Met Pro Ser Gin Phe Leu Pro Gin Gin Ala Thr Tyr Phe Pro Pro 
280 • 285 290 

tea cca cca age tea gag cct gga agt ccc gat aga caa get gag atg 1087 
Ser Pro Pro Ser Ser Glu Pro Gly Ser Pro Asp Arg Gin Ala Glu Met 
295 300 305 

ctg cag aat etc acc cca cct ccg tec tat gee get aca att get tec 1135 
Leu Gin Asn Leu Thr Pro Pro Pro Ser Tyr Ala Ala Thr lie Ala Ser 
310 315 ' 320 

aaa ctg gcg att cac aac cca aat tta cct gee act ctg cca gtt aat 1183 
Lys Leu Ala He His Asn Pro Asn Leu Pro Ala Thr Leu Pro Val Asn 
325 330 335 

teg cca act etc cca cct gtc aga tac aac aga agg agt aac ccg gat 1231 
Ser Pro. Thr Leu Pro Pro Val Arg Tyr Asn Arg Arg Ser Asn Pro Asp 
340 345 350 355 

ctg gag aag cga cgt ate cac ttc tgc gat tat aat ggt tgc aca aaa ' 1279 
Leu Glu Lys Arg Arg He His Phe Cys Asp Tyr Asn Gly Cys Thr Lys 
360 365 370 

gtt tat aca aag teg tct cac tta aaa get cac ctg agg act cat acg 1327 
Val Tyr Thr Lys Ser- Ser His Leu Lys Ala His Leu Arg Thr His Thr' 
375 380 385 

ggc gag aag ccc tac aag tgc acc tgg gag ggc tgc gac tgg agg ttt 1375 
Gly Glu Lys Pro Tyr Lys Cys Thr Trp Glu Gly Cys Asp Trp Arg Phe 
390 395 400 

gee egg teg gat gag ctg acc cgc cac tac agg aag cac acg ggc gee 1423 
Ala Arg Ser Asp Glu Leu Thr Arg His Tyr Arg Lys His Thr Gly Ala 
405 410 415 

aag ccg ttc cag tgc atg gtg tgc caa cgc age ttc tec cgc. tec gac 1471 
Lys Pro Phe Gin Cys Met Val Cys Gin Arg Ser Phe Ser Arg Ser Asp 
420 425 430 435 

cac etc gcg ctg cac atg aag cgc cac cag aac tga gegagegaac 1517 
His Leu Ala Leu His Met Lys Arg His Gin Asn 
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440 .445 

gctgcgccca cccgcctgac gccttgcagt ccgctttgcc atcctt'taaa ccgcagacct 1577 

aacttcataa aaag . 1591 



<210> 50 

<211> 3359 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (312). . (1685) . 
<400> 50 

ggtacgtgcg ctcgcggttc tctcgcggag gtcggcggtg gcgggag.cgg gctccggaga 60 

gcctgagagc acggtggggc ggggcgggag aaagtggccg cccggaggac gttggcgttt 120 

acgtgtggaa gagcggaaga gttttgcttt tcgtgcgcgc cttcgaaaac tgcctgccgc 180 

tgtctgagga gtccacccga aacctcccct cctccgccgg cagccccgcg ctgagctcgc 240 

cgacccaagc cagcgtgggc. gaggtgggaa gtgcgcccga cccgcgcctg gagctgcgcc 300 

cccgagtgcc c atg get aca agg gtg ctg age atg age gee cgc ctg gga 350 
Met Ala Thr Arg Val Leu Ser Met Ser Ala Arg Leu Gly 
1 5 10 

ccc gtg ccc cag ccg ccg gcg ccg cag gac gag ccg gtg ttc gcg cag 398 
Pro Val Pro Gin Pro Pro Ala Pro Gin Asp Glu Pro Val Phe Ala Gin 
15 20 25 

etc aag ccg gtg ctg ggc gec gcg aat ccg gec cgc gac gcg gcg etc 446 
Leu Lys Pro Val Leu Gly Ala Ala Asn Pro Ala Arg Asp Ala Ala Leu 
30 35 40 45 

ttc ccc ggc gag gag ctg aag cac gcg cac cac cgc ccg cag gcg cag 494 
Phe Pro Gly Glu Glu Leu Lys His Ala His His Arg Pro Gin Ala Gin 
50 55 60 

ccc gcg ccc gcg cag gec ccg cag ccg gec cag ccg ccc gec ace ggc 542 
Pro Ala Pro Ala Gin Ala Pro Gin Pro Ala Gin Pro Pro Ala Thr Gly 
65 70 75 

ccg egg ctg cct cca gag gac ctg gtc cag aca aga tgt gaa atg gag 590 
Pro Arg Leu Pro Pro Glu Asp Leu Val Gin Thr Arg Cys Glu Met -Glu 
80 85 90 

aag tat ctg aca cct cag ctt cct cca gtt cct ata att cca gag cat 638 
Lys Tyr Leu Thr Pro Gin Leu Pro Pro Val Pro He He Pro Glu His 
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atg etc cag aat tta acc cca cct cca tec tat get get aca att get 1310 

Met Leu Gin Asn Leu Thr Pro Pro Pro Ser Tyr Ala Ala Thr He Ala 
320 325 330 

tct aaa ctg gca att cac aat cca aat tta ccc acc acc ctg cca gtt 1358 

Ser Lys Leu Ala lie His Asn Pro Asn Leu Pro Thr Thr Leu Pro Val 
335 340 345 

aac tea caa aac ate caa cct gtc aga tac aat aga agg agt aac ccc 1406 

Asn Ser Gin Asn He Gin Pro Val Arg Tyr Asn Arg Arg Ser Asn Pro 

350 355 360 365 

gat ttg gag aaa cga cgc ate cac tac tgc gat tac cct ggt tgc aca 1454 

Asp Leu Glu Lys Arg Arg lie His Tyr Cys Asp Tyr Pro Gly Cys Thr 
370 375 380 

aaa gtt tat acc aag tct tct cat tta aaa get cac ctg agg act cac 1502 

Lys Val Tyr Thr Lys Ser Ser His Leu Lys Ala His Leu Arg Thr His 
385 390 ' 395 

act ggt gaa aag cca tac aag tgt acc tgg gaa ggc tgc gac tgg agg 1550 

Thr Gly Glu Lys Pro Tyr Lys Cys Thr Trp Glu Gly Cys Asp Trp Arg 
400 405' 410 

ttc gcg cga teg gat gag ctg acc cgc cac tac egg aag cac aca ggc 1598 

Phe Ala Arg Ser Asp Glu Leu Thr Arg His Tyr Arg Lys His Thr Gly 
415 420 425 

gec aag ccc ttc cag tgc ggg gtg tgc aac cgc age ttc teg cgc tct 1646 

Ala Lys Pro Phe Gin Cys Gly Val Cys Asn Arg Ser Phe Ser Arg Ser 

430 435 440 445 

gac cac ctg gee ctg cat atg aag agg cac cag aac tga gcactgcccg . 1695 
Asp His Leu Ala Leu His Met Lys Arg His Gin Asn 
450 455 
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2115 
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2175 



16/17 



WO 2005/010185 PCT/JP2004/011223 

aaatgtgtgg gtttttaaaa attatataca tatatgagtt gcctatattt gctattcaaa 2235 

attttgtaaa tatgcaaatc agctttatag gtttattaca agttttttag gattcttttg 2295 

gggaagagtc ataattcttt tgaaaataac catgaataca cttacagtta ggatttgtgg 2355 

taaggtacct ctcaacatta ccaaaatcat ttctttagag ggaaggaata atcattcaaa 2415 

tgaactttaa aaaagcaaat ttcatgcact gattaaaata ggattatttt aaatacaaaa 2475 

ggcattttat atgaattata aactgaagag cttaaagata gttacaaaat acaaaagttc 2535 

aacctcttac aataagctaa acgcaatgtc atttttaaaa agaaggactt aggggtcgtt 2595 

• ttcacatatg acaatgttgc atttatgatg cagttttcaa gtaccaaaac gttgaattga 2655 

tgatgcagtt ttcatatatc gagatgttcg ctcgtgcagt actgttggtt aaatgacaat 2715 

ttatgtggat tttgcatgta atacacagtg agacacagta attttatcta aattacagtg 2775 

cagtttagtt aatctattaa tactgactca gtgtctgcct ttaaatataa atgatatgtt 2835 

gaaaacttaa ggaagcaaat gctacatata tgcaatataa aatagtaatg tgatgctgat 2895 

gctgttaacc aaaggg.caga ataaataagc aaaatgccaa aaggggtctt. aattgaaatg 2955 

aaaatttaat tttgttttta aaatattgtt tatctttatt tattttgtgg taatatagta 3015 

agttttttta gaagacaatt ttcataactt gataaattat agttttgttt gttagaaaag 3075 

ttgctcttaa aagatgtaaa tagatgacaa acgatgtaaa taattttgta agaggcttca 3135 

aaatgtttat acgtggaaac acacctacat gaaaagcaga aatcggttgc tgttttgctt 3195 

ctttttccct cttatttttg tattgtggtc atttcctatg caaataatgg agcaaacagc 3255 

tgtatagttg tagaattttt tgagagaatg agatgtttat atattaacga caattttttt 3315 

tttggaaaat aaaaagtgcc taaaagaaaa aaaaaaaaaa aaaa 3359 
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